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CHAPTER I  
Molecular Dynamics Simulations of Transient Receptor Potential 
Vanilloid Type 1 
  
2  
Abstract  
!
The Transient Receptor Potential (TRP) family of ion channels encompasses 
more than 30 members, which are expressed in many different tissues and cell types.1 
Transient Receptor Potential Vanilloid Type 1 (TRPV1) is part of the TRP family 
gated by vanilloids, heat and protons.2 Molecular modeling will be used in order 
obtain structural and functional data on TRPV1 in its membrane bound environment. 
In particular, the transmembrane and C-terminal domain regions of TRPV1 are of 
particular interest.  The S1-S4 region of the channel is the putative ligand-binding 
segment, while the C-terminal domain is suggested to respond to temperature and is 
regulated by phosphotidylinosides (PIP2).  Despite the crucial roles in mediating 
signal transductions at both peripheral and central nervous systems, TRP channels are 
poorly understood in the context of structures and mechanisms.4  A molecular model 
of the published transmembrane section of TRPV1 along with the putative, 
unstructured C-terminal domain was created using their respective homology models 
and inserted into their membranes.5  Simulations were performed using both a lipid 
membrane containing PIP2 and one without PIP2 in order to determine its role in 
TRPV1 activation/deactivation. Molecular dynamics simulations could provide 
pivotal information about ligand binding, voltage sensing, interaction with heat/cold 
and proton binding for TRPV1.  MD simulations alluded to the fact that when both 
temperature and PIP2 are present a greater degree of conformational change is 
observed. A greater understanding of the structure of TRPV1 could provide important 
details on how to alleviate certain diseases such as pain, asthma and diabetes.   
3  
1.1! Introduction 
Transient Receptor Potential Ion channel proteins are comprised of more than 30 
different proteins and are expressed in many different tissues and cell types.1 The TRP 
family of ion channel membrane proteins are structurally and mechanically related to 
voltage-activated channels.68   TRP channels play vital roles in intracellular calcium 
homeostasis, nociception, cellular chemotaxis, neuronal guidance and neurite 
extension, calcium transport, and immune response.2 In addition, this family of 
proteins are involved in the detection of sensory stimuli, which allows humans to be 
able to taste sweet, bitter and umami tastes as well as distinguish between warmth, 
heat and cold.2 In addition, it is involved in the detection and integration of painful 
chemical and thermal stimuli.  
TRP channels are members of a genetically conserved superfamily made up of 
seven different subfamilies; each of which contains proteins that function as an ion 
channel.1   The seven different subfamilies are: canonical, vanilloid, melastatin, 
polycystin, mucolipin, ankyrin and NOMPC-like more commonly referred to as 
TRPC, TRPV, TRPM, TRPP, TRPML, TRPA, and TRPN, respectively.   The seven 
subfamilies are all ion channels; some are non-selective cation channels while others 
have an affinity for Ca2+ or Mg2+.69,70   Several TRP channels are easily activated by 
changes in temperature and are known as thermo TRP channels.71 Several examples 
of thermo TRP channels include four different but structurally and genetically similar 
vanilloid channels known as Receptor Potential Vanilloid Type 1, TRPV1, as well as 
TRPV2, TRPV3, TRPV4.  TRPV channels well-studied non-selective cation channels 
potentiated by heat.72  Specifically, temperatures greater than 25°C activate the 
4  
vanilloid channels.  Temperatures of varying degrees activate each member of the 
vanilloid family.2  Specifically, TRPV1 is activated by temperatures greater than 
43°C, while TRPV2, which sequence is 50% identical to V1 is activated by 
temperatures greater than 52°C.2   Temperatures greater than 31°C activates V3 while 
V4 is activated by temperatures greater than 25°C.2 The vanilloid subfamily obtained 
the name vanilloid receptor because the channel activation ligand capsaicin contains a 
vanillyl functional group.   Capsaicin, 8-methyl-N-vanillyl-6-nonenamide, is the 
hydrophobic pungent ingredient present in various types of chili peppers, which leads 
to a burning sensation when chili peppers are consumed.73 TRPV1 membrane protein 
is encoded by the TRPV1 gene and is also activated by agonist allyl isothiocyanate 
spicy ingredient in wasabi, horseradish and mustard.80 Allyl isothiocyanate activates 
both TRPV1 as well as another TRP channel TRPA1.81  Acidic conditions can also 
activate the TRPV1 cation channel.16    In addition to low pH other endogenous 
activators of TRPV1 include: endocannabinoid anandamide, N-oleyl-dopamine, 
and N-arachidonoyl-dopamine.88 TRPV1, like other TRPV members, is a non-
selective cation channel, however, it has a high permeability to calcium ions.76,77 
5  
 
Figure 1: Structure of Capsaicin created using ChemSpider84 
 
 
Figure 2: Vanillyl Functional Group created using ChemSpider 84 
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1.1.1! TRPV1 Structure 
TRPV1 is a transmembrane protein containing an intracellular N and C 
terminal region.  The transmembrane domain is comprised of six transmembrane 
helices (S1-S6) and additional short amphipathic stretch between helices 5 and 6 
flanked between the C-terminal and N-terminal domains.4  TRPV1 sequence below 
was obtained using the PDB structure information published under PDB 3J5P.5 
 
 
Figure 3: TRPV1 Structure created using VMD. 47 
The N-terminal domain is comprised of six helices dominated ankyrin repeats, 
totaling approximately 400 residues.6   In 2007, the structure of an individual, 33 
amino acid residue ankyrin molecules from TRPV1 was published using x-ray 
7  
crystallography (PDB 2PNN).7  The cytosolic ankyrin repeats are theorized to play 
a role in protein-protein interactions, as well as the repeats contain the binding site for 
both ATP and calmodulin, a calcium binding protein.7 
The cytosolic C-terminus is comprised of approximately 150 amino acid 
residues.   Although a high-resolution structure of TRPV1 ion channel was 
determined using cyro-EM (PDB 3J5P) a majority of the C-terminus was not 
included, specifically residues 684-839.4,5  The portions of the C-terminal domain that 
were included did provide detailed information about the TRP domain α-helix and a 
β strand close to the end of the minimal construct.4  This implies that the largely 
unstructured C-terminal domain could undergo significant conformational change 
upon activation or ligand binding.4  It is well established that TRPV1 is potentiated by 
heat. Additionally, it is well known that another thermo TRP channel protein, 
TRPM8, is activated by cold.81   Studies have shown that the removal of portions of 
the C-terminal domain of TRPV1 result in a reduction in heat sensitivity.  
Furthermore, the complete removal of the C-terminal domain resulted is a complete 
loss of channel function.10,11 The C-terminus, particularly residues 684-721, act as a 
molecular determinant of heat activation energy responsible for inter-subunit 
interactions near the channel gate that contribute to the to the coupling of stimulus 
leading to the channel opening. In addition to its role in thermal sensitivity, the C-
terminal domain also contains a potentially inhibitory, possibly activating 
phosphatidylinositol-4,5-biphosphate (PIP2) binding site.12 A potential binding site for 
PIP2 on the C-terminal domain could be the conserved positively charged clusters that 
8  
interact with the negatively charged inositol head group. 
In addition, TRPV1 is a homotetramer composed of four identical subunits 
each with a transmembrane domain comprised of six helices (S1-S6).75 The six 
transmembrane domains contain an additional short amphipathic stretch between 
transmembrane 5 and 6.  The channel-forming region of the molecule is formed with 
the helices 5, helices 6 and the amphipathic stretch.  The additional helices S1-S4 
make up the voltage-sensing region.13 !
TRPV1 is a transmembrane protein, which is inserted into an asymmetric lipid 
bilayer.  Located on the extracellular side of the membrane is palmitoyl-oleoyl 
phosphatidylcholine, POPC.  A mixture of palmitoyl-oleoyl 
phosphatidylethanolamine and palmitoyl-oleoyl phosphatidylserine, POPE and POPS, 
respectively are located on the intracellular side of the membrane.  The ratio of POPE 
to POPS on the intracellular side is 2:1. In addition, the intracellular side of the 
membrane also contains 4% of a minor phospholipid PIP2.  POPE and POPC are 
neutral while POPS contains a carboxyl group and therefore carries a -1 charge. !
Prior to high-resolution cyro-EM structure determination of TRPV1, structure 
information pertaining to TRPV1 was inferred from potassium voltage-gated channels 
such as Kv1.2.  Potassium channels represent a complex class of voltage-gated ion 
channels in regards to both structure and function.  Potassium voltage-gated channel 
subfamily A member 2, Kv1.2, is a voltage dependent potassium ion channel, whose 
transmembrane sequence is most homologous to TRP channels, and will be used as 
the template to build homology models for subsequent molecular dynamic simulations 
9  
of transmembrane segment of TRPV1.8   Kv channels are homotetramers made up 
of four voltage sensors and one pore domain.82   The transmembrane region of the 
TRP family of proteins resembles that of the Kv channels by sequence; this section of 
both molecules is hypothesized to play a role in voltage gating.82  In the 
transmembrane S1-S4 domain there is a 24.8% similarity in residues between TRPV1 
and Kv1.2. 36   A sequence alignment was created between TRPV1 and Kv1.2 using 
the information provided in the structure published under PDB bank structure 2A79.36   
1.1.2! Phosphatidylinositol 4,5-bisphosphate 
Phosphatidylinositol 4,5-bisphosphate, or PIP2, is comprised of an inositol 
head group and two fatty acid chains joined by a glycerol group.    The two most 
common fatty acids are sterate and arachidonate and it can carry a charge of -3, -4 or -
5.  For the purpose of this project, a formal charge of -4 will be utilized since this is 
the presumed charge at physiological pH. While is widely accepted that TRPV1 is 
potentiated by heat, the role that PIP2 is still widely debated.  PIP2 acts as a second 
messenger phospholipid and breaks down into several different lipid messengers. The 
potential mechanism for TRPV1 sensation by PIP2 hydrolysis after phospholipase C 
activation is as follows: Phospholipase C (PLC) catalyzes the hydrolysis of PIP2 to 
inositol trisphosphate IP3 and diacylglycerol (DAG).   IP3 is released as a soluble 
structure into the cytosol then diffuses through the cytosol to bind to IP3 receptors, 
such as calcium channels present in the endoplasmic reticulum (ER). This causes the 
cytosolic concentration of calcium to increase, causing a cascade of intracellular 
changes and activity.  Throughout this process, DAG remains bound to the lipid 
10  
membrane.  Calcium and DAG together activate protein kinase C, which goes on 
to phosphorylate other molecules, leading to altered cellular activity.4   This results in 
the ability to taste as well as tumor promotion.   
Once PIP2 is cleaved by PLC and depleted the channel is either activated or 
deactivated with conflicting studies showing the potential for either scenario. Stein et 
al. has suggested the following potential activation scenario:  NGF binding to trkK 
leads to P13K activation.9 PI3K converts PIP2 to PIP3, which leads to increase in 
TRPV1 channels in plasma membrane.9  
  In addition, while it hypothesized that PIP2 interacts with a patch of 
positively charged amino acid residues on the C-terminus through electrostatic 
interactions this has not been proven.   Recently in the literature a group published 
information reporting that channel activation is inhibited by PIP2 and TRPM8 is 
activated by PIP2.28    In this study, the terminal end of the C-terminus is responsible 
for PIP2 binding; this region is not conserved between different TRP channels.28 The 
study found that at low capsaicin concentration and low pH the channel was inhibited 
by PIP2 binding.28 However at high concentrations of capsaicin the PIP2 does not 
inactivate the channel.26 
1.2! Methodology  
1.2.1! Rational for Studying TRPV1 
TRPV1 can be activated by increased temperature, low pH, or by ligands such 
as capsaicin or calmodulin.2   Strict coupling occurs when only one of these activators 
11  
is required to induce a structural change resulting in the channel opening.2   If for 
instance both an increase in temperature and capsaicin are required for channel 
activation, then that is referred to as allosteric coupling.  Performing structural 
analysis on TRPV1 may provide insight as to which coupling mechanism is required 
in order to activate the channel.  
TRPV1 has been implicated in a wide variety of cellular and physiological 
processes, including noxious physical and chemical stimuli detection, making it a 
promising target for pain-relieving drugs.15 Neurons containing TRPV1 channels can 
be rendered insensitive to further painful stimuli through receptor desensitization in 
response to some agonists such as capsaicin.   The result is a generalized lack of 
responsiveness of TRPV1 to further harmful stimuli.   Therefore, updating important 
structure-function data through MD simulations could provide vital information about 
TRPV1 desensitization.  
Thirdly, contradicting studies have reported PIP2 either activates or deactivates 
TRPV1.  Understanding the mechanism of PIP2 and its role in TRPV1 activation or 
deactivation is vital to obtaining overall TRPV1 structure and function information.  
Lastly, since the early 1900’s capsaicin has been used to treat localized pain.16 
Understanding how TRPV1 activation occurs could provide pivotal information on 
how pain is treated and alleviated.  In addition, thermo TRP channels have the ability 
to integrate multiple stimuli, and temperature activation thresholds can be shifted in 
response to allogeneic substances, phospholipid signaling molecules, phosphorylation 
states, mild acidic conditions, and membrane voltage. Moreover, the lack of 
knowledge on the detailed mechanisms and structures of TRP channels, particularly 
12  
the C-terminal domain, severely hampers the ability to understand the mechanistic 
role of TRP channels in nociception and the development of drugs to target TRP 
channels.4, 43 A greater understanding of both the C-terminal domain and complete 
TRPV1 structure is necessary for drug discovery treatment of pain, bladder, and 
gastrointestinal diseases.44   
1.2.2  Project Objectives 
The overall project objectives are to obtain imperative structure information 
on TRPV1 through MD simulations.   
MD simulations and basic structural analysis were performed utilizing a 
thermodynamically stable C-terminal domain obtained using a homology model at 
varying temperatures.  In this study, we describe our initial structural characterization 
of the TRPV1 C-terminal domain, the putative temperature sensing and PIP2-
regulatory domain, using NMR spectroscopy and molecular dynamics simulations.  
A homology model generated C-terminal domain monomer was combined 
with an S6 α-helix and inserted into a lipid membrane.  The objective of this study 
was to determine if a conformational change would occur in the presence of high 
temperatures (400K) and if temperature alone was could potentiate a conformational 
change.  In addition, we were curious to see if a greater degree of change would be 
observed if both PIP2 and increased temperature were included in the simulation.   
Additionally, binding experiments were preformed utilizing AutoDock in order to 
determine if a binding pocket exists between PIP2 and positively charged amino acids 
in the C-terminal domain.   
13  
Lastly, a complete tetramer TRPV1 model was created.   Through MD 
simulations performed with and without functional ligand PIP2 at varying 
temperatures could provide meaningful insight into the mechanism of TRPV1 channel 
activation. 
 
1.3! Publication Characterization of temperature-sensing and 
PIP2-regulation of TRPV1 ion channel at the C-terminal 
domain using NMR spectroscopy and Molecular 
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1.3.1 Abstract  
Transient receptor potential (TRP) channels are receptors of stimulating signals, such 
as temperature, taste, odor, and chemo- and mechano-stimuli. Temperature sensing 
TRP channels coincidently function as pain receptors, and are potential targets for 
substances of abuse, including alcohol and illicit drugs. TRP vanilloid type 1 
(TRPV1) channel is activated by heat (>43 °C) and capsaicin under the tight 
regulation of membrane-associated second messenger, PIP2 (phosphatidylinositol-4,5-
bisphosphate), responds to noxious stimuli and inflammatory substances, and could 
potentially modulate effects of alcohol and drugs of abuse. Despite the crucial roles in 
mediating signal transductions at both peripheral and central nervous systems, TRP 
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channels are poorly understood in the context of structures and mechanisms. In 
this study, we describe our initial structural characterization of the TRPV1 C-terminal 
domain, the putative temperature sensing and PIP2-regulatory domain, using NMR 
spectroscopy and molecular dynamics simulations. Both experimental and 
computational models suggest the C-terminal domain is intrinsically unstructured at 
room temperature with and without lipid bicelles. Elevated temperature and PIP2-
binding can induce substantial conformational changes and formation of considerable 
secondary structural components in the C-terminal domain, which could be 
transduced to the transmembrane domain to potentially sensitize the channel. 
1.3.2! Introduction 
TRP channels are generally described as the vanguard of our sensory systems 
that respond to a variety of intra- and intercellular stimuli.2,16  Thermo TRP channels 
are activated by distinct physiological temperatures, and are involved in converting 
thermal information into chemical and electrical signals within the sensory nervous 
system. The homologous related TRPV1, TRPV2, TRPV3, and TRPV4 are activated 
by increased temperature, while TRPM8 and TRPA1, the more distinctly related TRP 
channels, are activated upon cooling.17,18  In addition to temperature, these channels 
can be activated by a number of agonists. For example, capsaicin, the pungent extract 
of hot peppers, can activate TRPV1; menthol, the cooling compound extracted from 
the mint plant, directly activates TRPM8; and mustard oil and cinnamaldehyde from 
the cinnamon oil specifically activate TRPA1. 2,18  
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Coincidently, thermo TRP channels are receptors of noxious stimuli, 
leading to acute nociceptive pain, a protective warning of damage.19,20 However, 
many pathological conditions lead to changes in the expression level and/or sensitivity 
of nociceptive TRP channels, characterized as hyperesthesia. These pathological 
conditions include inflammations (inflammatory pain) and damage or lesions to the 
nervous system (neuropathic pain).21 Recent research also suggests that alcohol can 
modulate thermo TRP channel activities. TRPM8 activity is inhibited by high 
concentration of ethanol,22 while TRPV1 and TRPA1 are activated and potentiated by 
ethanol.23-25 Using TRPV1 knockout mice, the roles of TRPV1 in the avoidance of the 
adverse alcohol taste and alcohol-induced intoxication were established.26,27 
Most recently, high-resolution structures of TRPV1 ion channel were 
determined using state-of-the-art single particle cryo-electron microscopy (cryo-EM) 
technique, and distinct conformations were revealed upon activation of the channel.28, 
29  These structures contain amazingly detailed information on the arrangement of the 
transmembrane segments, including the ion passage pore, and the cytosolic N-
terminal domain, including the ankyrin repeats. However, the TRPV1 structure (PDB 
ID: 3J5P)28 was obtained using a minimal functional construct composed of residues 
110-603 and 627-764, which lacks about half of the cytosolic C-terminal domain 
(residues 684-839).28  In addition, this structure lacked electron density in the C-
terminal region with the exceptions of the TRP domain α-helix and a β-strand close to 
the end of the minimal construct. This observation strongly suggested a largely 
unstructured C-terminal domain that could undergo significant conformational change 
upon activation or ligand binding. 
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The intrinsically disordered C-terminal domain of TRPV1 is functionally 
critical. It has been suggested that the cytosolic C-terminal domains of thermo TRPs 
are functionally important in mediating TRP channel activities. Swapping 
mutagenesis experiments indicated that the C-terminal domains of TRPV1 and 
TRPM8 determine the activation phenotype by temperature of these channels.30 It is 
also determined that a region located outside the TRP domain comprising the TRPV1 
C-terminal amino acids Q727 to W752 (corresponding TRPM8 C-terminal amino 
acids K1030 to W1055) is the minimal portion to show temperature sensitivity (heat 
or cold), and deletion of 11 residues, comprising TRPV1 C741 to W752, results in 
losing channel thermal sensitivity while retaining voltage sensitivity.31  The minimal 
construct used to obtain the TRPV1 structure contained this temperature-sensing 
segment (residues 727-752), and the minimal construct was reported to respond to 
head.28 
PIP2 (phosphatidylinositol-4, 5-bisphosphate) is an essential modulator for 
TRP channels, as well as a wide range of other ion channels.9 PIP2 activates TRPM8, 
and activation of phospholipase C (PLC) and subsequent depletion of PIP2 desensitize 
the channel.33,34 On the other hand, TRPV1 is desensitized by PIP2, and depletion of 
cellular PIP2 upon activation of PLC activates TRPV1.9 However, the role of PIP2 on 
TRPV1 modulation is still controversial, as experiments also show that PIP2 sensitizes 
TRPV1 and that depletion leads to desensitization.35,36 A dual regulatory role is also 
suggested.37 It has been suggested that the conserved positively charged clusters in the 
C-terminal domain of TRP channels are responsible for PIP2 binding. The putative 
PIP2 binding site for TRPM8 is on the very proximal C-terminal TRP domain (K995, 
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R998, K1008), whereas in TRPV1, it is located on the more distal C-terminal 
region after the TRP domain (R786, K789, R798).3,37 A homology model of TRPV1, 
built upon the crystal structures of Kv1.2 and HCN2  as templates for transmembrane 
and C-terminal regions, respectively, suggests that PIP2 aliphatic chains are located 
near the voltage-sensor modules, while the PIP2 polar head group is interacting with a 
cluster of positive charges located in the proximal C-terminal region, including 
residues K694, K698, K701, and K710, as well as with amino acids R575 and R579 
located in the S4-S5 linker helix.3,38,39 The C-terminal domain in this homology 
model, however, did not seem to agree with the recent cryo-EM structure, which 
indicated a mostly unstructured C-terminal domain with an α-helical TRP domain and 
a β-strand in the temperature sensor, while the homology model showed a mostly 
well-folded C-terminal domain with all helical components within the temperature 
sensor.28,39  
Thermo and nociceptive TRP channels have the ability to integrate multiple 
stimuli, and temperature activation thresholds can be shifted in response to algogenic 
substances, phospholipid signaling molecules, phosphorylation states, mild acidic 
conditions, and membrane voltage. A modular model with allosteric gating 
mechanism of thermo TRP channels was proposed to explain the TRP mechanisms.40 
Current in vivo studies on the functions of TRP channels involves mostly the use of 
transgenic mouse models, providing a productive source of validated targets for future 
drug discovery.41 Nevertheless, mouse gene knockouts can be problematic pertaining 
to pain phenotyping. For example, thermo and pain reception can be compensated by 
related channels and receptors, and differences between mouse strains can be 
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significant.42 Moreover, the lack of knowledge on the detailed mechanisms and 
structures of TRP channels, particularly the C-terminal domain, severely hampers the 
ability to understand the mechanistic role of TRP channels in nociception and the 
development of drugs to target TRP channels.43 TRPV1 is the only member of the 
TRP superfamily that has been targeted in the treatment of pain, bladder, and 
gastrointestinal diseases.44 The minimal construct of the TRPV1 possessed the 
temperature-sensing segment (residues 727-752), but not the regulatory 
PIP2/calmodulin binding segment (residues 778-819), suggesting that the temperature 
sensing and regulatory segments are functionally independent and structurally 
unrelated. Considering the intrinsically disordered nature of the C-terminal domain, 
we have studied these two segments as individual peptides as an initial attempt, and 
combined with molecular dynamics (MD) simulation of the full-length C-terminal 
domain to integrate the findings of the individual peptides into a more complete 
model. Here we report our initial NMR spectroscopic characterization of the putative 
temperature-sensing and PIP2-interacting segments of the C-terminal domain of 
TRPV1 channel at various conditions, complemented by an MD simulation of the 
complete C-terminal domain at two different temperatures. 
1.3.3! Materials and Methods 
1.3.3.1! Peptide synthesis 
The C-terminal segment that shows temperature sensitivity of human TRPV1 
(hTRPV1) residues 728-753 with sequence 
QVGYTPDGKDDYRWCFRVDEVNWTTW and the putative PIP2-interacting 
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segment of mouse TRPV1 (mTRPV1) protein residues 778-819 with sequence of 
LRSGRVSGRNWKNFALVPLLRDASTRDRHSTQPEEVQLKHYT were 
synthesized and purified at the Proteomics Resource Center of the Rockefeller 
University, and their identities were confirmed by mass spectrometry. 
1.3.3.2! NMR Sample Preparation 
All NMR samples were prepared in 20 mM sodium phosphate buffer, pH 6.6, 
150 mM NaCl, in 90%/10% H2O/D2O solvent. The phospholipids, DHPC, DMPC, 
DMPG, and brain PIP2 were purchased from Avanti Polar Lipids, Inc. (Alabaster, 
AL). A 15% stock bicelle solution was formed at a molar ratio of 0.53 DHPC:0.27 
DMPC:0.20 DMPG in the above buffer. The hTRPV1 727-752 peptide (temperature 
sensor) was dissolved in the above buffer to a final concentration of 4.0 mg/ml. The 
mTRPV1 778-819 peptide (PIP2 interacting segment) was prepared in the buffer and 
in the bicelle solution in the absence and presence of 4 mol% brain PIP2. The final 
peptide concentration in all samples was 3.3 mg/ml and final lipid concentration was 
5%. 
1.3.3.3! NMR Spectroscopy 
All NMR spectra were acquired on a Bruker Avance 900 MHz spectrometer, 
equipped with a cryogenically cooled TCI-probe, operating at a 1H frequency of 
900.154 MHz. Standard two-dimensional NOESY pulse sequence was used for 
samples without lipid bicelles, and a ω2-selective NOESY pulse sequence, in which 
the final excitation pulse was replaced by an E-BURP2 pulse selective for the 
frequency region of 6.5 – 10.5 ppm, was used for samples containing lipid bicelles. 
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The NOESY mixing times were set to 100, 200, and 300 ms. 4096×1024 complex 
data points were collected in each experiment with spectral widths of 11682.243 Hz 
(or 12.978 ppm) in both dimensions. 16 transients were collected for each 2D 
increment. The experiments were performed at 25, 35, and 45 °C (298, 308, and 318 
K). All spectra were processed using NMRPipe31 and analyzed and displayed using 
NMRViewJ.44 
1.3.3.4! Molecular Dynamics Simulations 
A BLAST search indicated that two proteins are structurally homologous to 
TRPV1 C-terminal domain, G684-K839, with PDB ID 2HE745 homologous to the 
proximal end and 2R5K homologous to the distal end. A homology model was built 
upon these two proteins using program Modeller version 9.1146 The homology model 
was then minimized and equilibrated using molecular dynamics simulation package 
NAMD version 2.920 at 298 K and 318 K, respectively. The trajectories were 
simulated for 10 ns at 2 fs time step using periodic boundary conditions for water 
solvent under constant temperature/pressure and variable volume conditions. The 
restart frequency was set to 1 ps (every 500 steps) in the simulations. Periodic 
boundary conditions enable computer simulations to perform and analyze a small 
number of particles in a system rather than the complete system in bulk. The structural 
equilibrations were assessed using graphical presentation tool VMD version 1.9147 
and the structures were visualized using PyMOL version 1.5.87 
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1.3.4!Results 
1.3.4.1!NMR spectroscopy of TRPV1 temperature-sensing segment (Q728-W753) 
The 300-ms mixing time NOESY spectra (amide-aromatic region) of the hTRPV1 
temperature-sensing segment, residues Q728-W753, at different temperatures (298, 
308, and 318 K) are shown in Figure 4. 
This segment displays extended, strand-like, secondary structural feature, with 
inter-chain N-H/N-H (dNN) NOE cross peaks observed at room temperature. Upon 
increase in temperature, the three valine residues exhibit the most significant shifts, 
while the single tyrosine residue also shifts continuously. New interactions between 
valine methyl groups and aromatic residues are appearing only at elevated 
temperatures (308 and 318 K), whereas the inter-chain dNN NOE cross peaks are 
disappearing at high temperatures. These observations indicate that upon increase in 
temperature, the temperature sensing segment experiences significant conformational 
change, and the hydrophobic core interactions are reorganizing in response to 
temperature change. The conformational changes at the temperature sensing segment 
are likely transferred to the transmembrane domain under the regulation at the PIP2 
binding segment. 
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Figure 4: Overlaid NOSEY Spectra of TRPV1 Q727-752 Figure 4 depicts an overlaid NOESY spectra of 
human TRPV1 residues Q727-W752, the putative temperature sensing segment, at temperatures of 25, 35, and 45 
˚C. The arrows indicate resonance shift of all three valine residues upon increase in temperature, and boxes 
highlight aromatic-valine interactions and shifts in Tyr resonances in response to temperature change. 
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1.3.4.2!NMR spectroscopy of TRPV1 PIP2-binding segment (residues L778-T819) 
The hTRPV1 PIP2-interacting peptide is largely unstructured in phosphate 
buffer without lipids in the temperature range of 25-45˚C, with the exception of a 
short stretch of residues 811-815, where a helical structure is evidenced by the 
sequential dNN NOEs (Figure 5A and C). In the presence of lipid bicelles (0.53 DHPC: 
0.27 DMPC: 0.20 DMPG), however, the hTRPV1 peptide undergoes significant 
conformational change, and a great number of helical elements can be observed by 
dNN NOEs, especially when PIP2 is present (Figure 5B, 5D, and 5E). Although the 
helical stretch of 811-815 is retained both in phosphate buffer and in lipid bicelles, the 
resonances have shifted significantly (Figure 5A), indicating a completely different 
environment experienced by the helix. Comparing the spectra of mTRPV1 in bicelles 
with and without PIP2 (Figure 5B), many peaks are broadened in the hTRPV1 
spectrum when PIP2 is absent, indicating an intermediate exchange between the lipid 
bicelles and mTRPV1 peptide, while these peaks are clearly visible when PIP2 is 
present in the sample, suggesting a reinforced interaction between the peptide and 
PIP2. The broadened peaks in the absence of PIP2 mostly come from the helical 
stretch of 790-794, situated in the middle of the key residues R786, K789, and R798, 
suggesting an essential role of these residues in mediating PIP2 interaction through an 
induced conformational change in this region. 
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Figure 5: NOESY Spectra of mTRPV1 778-819. Figure 5 illustrates NOESY spectra of mTRPV1 778-819 
peptide (A) Overlay of the dNN region of the peptide in buffer and in lipid bicelles with PIP2; (B) Overlay of the 
dNN region of the peptide in lipid bicelles with and without PIP2; (C) dNN connectivity of the helical stretch 811-
815 without bicelles/PIP2; (D) dNN connectivity of the helical stretch 790-794 in lipid bicelles with PIP2; (E) dNN 
connectivity of the helical stretch 811-815 in lipid bicelles with PIP2. 
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1.3.4.3!Molecular dynamics simulations of TRPV1 C-terminal domain 
!
A homology model for TRPV1 C-terminal domain, residues G684-K839, was 
built from 2HE7 (FERM domain of EPB41L3) and 2R5K (Pentamer Structure of 
Major Capsid protein L1 of Human Papilloma Virus type 11) structures that cover the 
full sequence of TRPV1 C-terminal domain.  The sequence alignment between 
TRPV1 C-terminal domain and 2HE7 and 2R5K sequences is illustrated in Figure 6.  
Five homology structures were generated by Modeller46, and the model with lowest 
objective function (molpdf) value and DOPE assessment score was selected for 
additional molecular dynamics simulations using NAMD20 package at 298 and 318 K, 
respectively. The MD models at both temperatures were properly equilibrated over 10 
ns simulations, as indicated by the absence of vacuum holes between identical 
periodic images and small changes in volume over time of the simulated structures. 
 
Figure 6: Sequence alignment of human TRPV1 C-terminal. Figure 6contains the sequence alignment of 
human TRPV1 C-terminal domain (residues 684-839) with PDB 6les 2HE7 and 2R5K. Identical residues are 
shaded black and similar residues are shaded grey. /e alignment E-values are 1.3 for 2HE7 and 4.3 for 2R5K. 
Although there is a homology model of the full length TRPV1,39 the validity 
of this model is questionable. This model showed a mostly structured C-terminal 
domain, while the most recent experimental structure suggested a disordered domain. 
In addition, our experimental results do not support the C-terminal domain features 
reported in the model. The most discrepancy lies in the temperature sensor: our data 
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indicates an extended secondary structure, which was confirmed by a β-strand 
observed in the cryo-EM structure, while the model suggested a helical structure for 
the same region. Our models for the TRPV1 C-terminal domain, shown in Figure 7, 
are, in general, consistent with the NMR experimental data, and are complementary to 
the cryo-EM experimental structure, which provided limited information on the C-
terminal domain. Our model structures at both temperatures show two helices at the 
proximal C-terminal domain, consisting of the conserved TRP box and the TRP 
domain that would link to the putative transmembrane segment. These two helices 
represent the coiled-coil domain, and are responsible for channel oligomerization. 
Down to the distal part of the C-terminal domain, both the temperature sensor 
(residues 727 -752, green) and the regulatory PIP2-binding segment (residues 778 – 
819, blue) are largely unstructured, with the exception of a short stretch of a-helix in 
the PIP2-binding segment (Figure 7A), at room temperature (25˚C). The non-polar 
residues within the temperature sensor (grey, space filled) are not close to each other 
in three-dimensional space. At channel activating temperature (45˚C), the non-polar 
residues in the temperature sensor reorganize to form a hydrophobic core, consistent 
with NMR data that shows the appearance of NOE cross peaks between aromatic and 
valine residues. The formation of the hydrophobic core induces conformational 
change in the heat sensor, and extended antiparallel β-sheets are formed. At elevated 
temperature, additional conformational changes are also observed in the regulatory 
PIP2-binding segment as the con-formation becomes more extended in this region and 
a short stretch of helix also forms (Figure 7B). In addition, the coiled-coil structure 
along the TRP box and TRP domain changes the relative orientations between the two 
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helices, indicating a conformational change migrating from the temperature sensor 
into the transmembrane segment. 
 
Figure 7: computational models of TRPV1 C-terminal domain at 298 K (A) and 318 K (B). The temperature 
sensor (728 – 753) is colored green, and the regulatory PIP2-binding segment (778 – 819) is blue. The key residues 
forming the hydrophobic core (pale green) in the temperature sensor and the residues essential for PIP2 binding 
(light blue) in the regulatory segment are shown as space-filling model. 
1.3.5! Discussion 
Temperature sensing TRP channels are modular, allosterically controlled, 
multifunctional protein sensors that can integrate a wide variety of stimuli, including 
temperature, acidic pH, cell membrane voltage, and intracellular Ca2+ levels, respond 
to chemical agonists, alcohols, and endogenous cannabinoids, and induce 
hyperesthesia under nociceptive, inflammatory, and neuropathic conditions. The 
functions and responses of TRP channels are also strictly regulated by membrane-
associated second messengers (such as PIP2) and phosphorylation states. Therefore, it 
is important to characterize the structures and conformations of the C-terminal domain 
in response to temperature and PIP2 regulation, key information currently lacking 
from the literature. This study reports our initial attempt in obtaining structural 
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information and conformational changes of the TRPV1 C-terminal domain at 
atomic details under channel activating conditions. 
 At room temperature, both our NMR spectra and molecular dynamics (MD) 
model show that most regions of the C-terminal domain, including the heat sensor and 
PIP2-regulatory segments, appear unstructured with the exception of two helices 
around the conserved TRP box and TRP domain, a coiled-coil segment responsible 
for the oligomerization of TRPV1 channel, consistent with the recent cryo-EM 
structure of TRPV1 showing an α-helical TRP domain28. At channel activating 
temperature (45 ˚C), our NMR experimental data and the MD model demonstrated a 
dramatic conformational change at the heat sensor, involving the formation of various 
hydrophobic valine-aromatic interactions, accompanied by increasing in the β-strand 
components in this segment. This C-terminal β-strand component was also observed 
in the cryo-EM structure28, which is an important interaction point to the N-terminal 
domain. This change of conformation at the heat sensor propagates throughout the C-
terminal domain, including the PIP2-interacting segment and the coiled-coil structural 
motif, and eventually activates the channel and opens the pore in the transmembrane 
segment. 
 Our experimental NMR results, consistent with our MD models, also show 
that the TRPV1 PIP2-interacting segment is intrinsically unstructured in the 
temperature range of 25-45 ˚C; only a short stretch of helical structure in this segment 
was revealed in the MD model, which was also observed in the NMR experiments. 
The TRPV1 PIP2-binding segment seemed to be able to interact with the lipid 
bicelles, which consists of 80% neutral lipids (DHPC and DMPC) and 20% negatively 
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charged lipids (DMPG). The TRPV1 C-terminal domain contains several clusters 
of basic residues (Lys and Arg) that are positively charged under experimental 
conditions (pH 6.6), including a segment near the TRP box and TRP domain (residues 
694-721) and the putative PIP2-interacting segment (residues 778-819). These 
positively charged basic residue patches may possibly interact with the negatively 
charged DMPG lipid through electrostatic interactions, but such interactions are 
largely non-specific, as evidenced by the broadened NOE cross peaks in the presence 
of lipid bicelles without PIP2 (Figure 5B). Only in the presence of 4% PIP2 (-4 charge 
under experimental conditions) in the lipid bicelles, the PIP2-interacting segment 
undergoes significant conformational changes, clearly adopting secondary structures, 
as illustrated by the shifts and appearance of new NOE cross peaks (Figure 5B). We 
believe that the PIP2-interacting segment is involved in a specific, electrostatic 
interaction with the PIP2 molecule. This observation agrees with early studies on other 
PIP2-binding peptides (such as MARCKS) that these basic membrane-bound peptides 
only sequester multivalent (such as PIP2), but not monovalent (such as PG or PS) 
acidic lipids.47,48 
1.3.6! Concluding Remarks 
TRPV1, a multifunctional ion channel protein, is an important drug target for novel 
analgesics and potential modulators of the effects of substances of abuse, including 
alcohol and illicit drugs. However, the lack of essential structural information on TRP 
channels greatly limits the understanding of the channel functions and mechanisms in 
mediating relevant biological processes and physiological effects. Here we report our 
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experimental NMR studies and MD simulations in revealing potential structure-
activity relationship of the TRPV1 C-terminal domain. In conclusion, the C-terminal 
domain is largely unstructured under normal conditions (25 ˚C), with the exception of 
the proximal TRP box and TRP domain region, which forms a helical coiled-coil 
structure, and is responsible for the oligomerization of the channel. At channel 
activating temperature (45 ˚C), the temperature sensor (residues 727 – 752) adopts an 
extended secondary structure with the formation of a hydrophobic core involving 
several valine and aromatic residues within the sensor. The structural changes at the 
temperature sensor induce a substantial conformational change throughout the C-
terminal domain, and transmit into the transmembrane segment to activate the 
channel. The PIP2-interacting segment (residues 778 – 819) is also intrinsically 
unstructured, although a short stretch of α-helix was observed. This segment 
specifically interacts with PIP2 (-4 charge) electrostatically through clusters of basic 
residues, but does not interact with monovalent lipid, such as DMPG used in this 
study or POPS as in the actual mammalian plasma membrane. Our study confirms the 
important roles of the C-terminal domain in temperature sensing and PIP2-regulation 
of the TRPV1 channel functions, and provides structural insights into the mechanisms 
of the C-terminal domain in mediating these stimuli. Although a high-resolution cryo-
EM structure of a minimum TRPV1 construct is now available, this structure lacked 
the regulatory PIP2-binding segment of the C-terminal domain, and besides the α-
helix of the TRP domain and a β-strand within the temperature sensor, limited 
information was available for the functionally critical C-terminal domain in this 
experimental structure. Our models of the full C-terminal domain, complementary to 
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the experimental structure, therefore, provide key information in understanding the 
channel functions. 
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1.4! Structural Affect on C-terminal Domain of TRPV1 at 
Varying Temperatures 
 
1.4.1! Methodology  
In order to further expand on how temperature and PIP2 binding affect TRPV1 
activation, the complete monomer C-terminal domain model was generated.  Since 
there is limited published structure data on the C-terminal domain, DNA STAR 
Lasergene and Modeller46 were used in order to create the C-terminal domain using a 
homology model.  A BLAST search was conducted and the homology model was 
created using rat isolated Kv1.2, a potassium channel voltage gated protein; its 
structure was determined using X-ray crystallography and was published under 
Protein Data Bank ID 2R9R. 36 In order to insert the C-terminal domain into a lipid 
membrane mimicking the environment of TRPV1, an S6 α-helix was created. This 
was accomplished by aligning the S6 α-helix sequence from the TRPV1 with 2R9R36  
using DNA STAR Lasergene. The α-helix was constructed using PyMOL using the 
amino acid sequence GETNKIAQESKNI.87 After this structure was created, the α-
helix was attached to the C-terminal domain in order to produce one joined structure 
using Modeller.46  The complete amino acid sequence of the combined structure of the 
S6 α helices and the C-terminal domain is as follows: 
MGDLEFTENYDFKAVFIILLLAYVILTYILLLNMLIALMGETVNKIAQESKNIW
KLQRAITILDTEKSFLKCMRKAFRSGKLLQVGYTPDGKDDYRWCFRVDEVN
WTTWNTNVGIINEDPGNCEGVKRTLSFSLRSSRVSGRHWKNFALVPLLREAS
ARDRQSAQPEEVYLRQFSGSLKPEDAEVFKSPAASGEK* 
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Figure 8: TRPV1 created S6 α helix created using PyMOL visualized using VMD47,87 
 
             
Figure 9: TRPV1 created S6 α helix visualized using VMD47 
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Once the S6-CTD complex as created, six homology structures were 
generated by Modeller46, and the model with lowest objective function (molpdf) value 
and DOPE assessment score was selected for additional molecular dynamics 
simulations using NAMD20 package.  Figure 10 below contains an overlay of 
structures 1, 3 and 4.   The overlaid structures are very similar however structure 1 
had the straightest α-helix.   Since this structure is going to be inserted into a lipid 
membrane, this structure was chosen.   
Table 1: Modeller Results 
Filename   molpdf molpdf DOPE score 
S6CTD.B99990001.pdb               1290.52087 12609.74707         -0.92686 
S6CTD.B99990002.pdb 1257.61279    12544.09082         0.96651 
S6CTD.B99990003.pdb            1119.74719    -12529.54395         0.96981 
S6CTD.B99990004.pdb 1183.25500    -12529.69727         0.92234 
S6CTD.B99990005.pdb            1255.80859    -12353.58203         0.81043 
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Figure 10: Overlay of C-terminal domain structures 1,3, and 4 visualized using VMD47,87 
 
Figure 11: C-terminal domain highlighting secondary structure motifs visualized using VMD47,87 
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1.4.2   Lipid Membrane Generation  
TRPV1 is a lipid membrane therefore in order to properly simulate the protein 
and obtain necessary structure-function information on the channel, the associated 
protein domains must be inserted into a lipid membrane.  The lipid membrane was 
created by CHARMM-GUI50, an Internet based graphical user interface that creates, 
equilibrates and generates necessary input files for many different simulation 
programs, including CHARMM50 and NAMD20.   A heterogeneous lipid membrane 
was created via the insertion method utilizing the membrane-building feature.  The 
following numbers of lipid components were chosen in order to create a membrane 
that would be large enough for protein insertion: 60 POPC, 43 POPE and 21 POPS.  
The focus of this particular study was the effect of temperature on the C-terminal 
domain of TRPV1; PIP2 was not included in the lipid membrane.  
 
Figure 12:  Lipid Membrane created by CHARMM-GUI50 visualized using VMD47 
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A PSF file for the lipid membrane and the CTD-S6 complex were 
generated utilizing CHARMM topology file, which contain the atom names, types, 
bonds and partial charges for each residue type.  Specifically, topology file 
top_all36_lipid.inp was used in order to create the PSF file for the lipid membrane 
and top_all36_protein.inp was used to create the PSF file for the C-terminal 
domain.53-55  
1.4.3! Protein Insertion  
Protein insertion was completed using VMD47 and a published script known as 
combine.tcl.  The protein and membrane were aligned and then combined into one 
PDB structure.   
#!/usr/local/bin/vmd 
# join (parts of) protein complex with a membrane 
 
# set echo on for debugging 
echo on 
 
# need psfgen module and topology 
package require psfgen 
topology top_all27_prot_lipid.inp 
 
# load structures 
resetpsf 
readpsf membrane.psf 
coordpdb membrane.pdb 
readpsf protein_only.psf 
coordpdb protein_psfgen.pdb 
 
# can delete some protein segments if needed 
#set pseg2del   { "D" "E" "F" "G" "H" } 
set pseg2del   { } 
foreach seg $pseg2del { 
  delatom $seg 
} 
 
# write temporary structure 
set temp "temp" 
writepsf $temp.psf 
writepdb $temp.pdb 
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# reload full structure (do NOT resetpsf!) 
mol load psf $temp.psf pdb $temp.pdb 
 
# select and delete lipids that overlap protein: 
# any atom to any atom distance under 0.8A 
# (option: heavy atom to heavy atom distance under 1.3A) 
set sellip [atomselect top "resname POPC"] 
set lseglist [lsort -unique [$sellip get segid]] 
foreach lseg $lseglist { 
  # find lipid backbone atoms 
  set selover [atomselect top "segid $lseg and within 0.8 of 
protein"] 
  # delete these residues 
  set resover [lsort -unique [$selover get resid]] 
  foreach res $resover { 
    delatom $lseg $res 
  } 
} 
foreach res { } {delatom $LIP1 $res} 
foreach res { } {delatom $LIP2 $res} 
 
# select and delete waters that overlap protein: 
set selwat [atomselect top "resname TIP3"] 
set lseglist [lsort -unique [$selwat get segid]] 
foreach lseg $lseglist { 
  set selover [atomselect top "segid $lseg and within 3.8 of 
protein"] 
  set resover [lsort -unique [$selover get resid]] 
  foreach res $resover { 
    delatom $lseg $res 
  } 
} 
foreach res { } {delatom $WAT1 $res} 
foreach res { } {delatom $WAT2 $res} 
 
# write full structure 
writepsf protein_and_membrane.psf 
writepdb protein_and_membrane.pdb 
 
# clean up 
file delete $temp.psf 
file delete $temp.pdb 
 
# non-interactive script:   vmd -dispdev text < combine.tcl > 
combine.log 
quit 
  
Once combined, a new PSF file was created for the complied structure 
followed by solvation and ionization.  The completed system was ionized with a salt 
concentration of 0.15M NaCl.   
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Figure 13:  Solvated and Ionized C-terminal Domain inserted into a lipid membrane visualized using VMD47 
 
1.4.4! Molecular Dynamics Simulations 
!
As previously stated, TRPV1 is activated by temperature greater than 43°C.   
Performing MD simulations at 300K and 400K using CHARMM force fields and 
NAMD20 scalable molecular dynamics package further assessed temperature affect on 
TRPV1.   Simulations were performed under periodic boundary conditions.  VMD47 
was utilized to view the simulations and perform additional calculations.  
In order to determine if the structure was properly equilibrated and to 
potentially evaluate protein flexibility, VMD47 was employed in order to perform a 
Root Mean Squared Deviation.  According to the VMD tutorial guide, RMSD is 
defined as a measure of the distance between two structures:  
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!"#$ = ('(()*+,-. − '((0))12  
  
Where Natoms is the number of atoms whose positions are being compared and '3(() is the position of atom i at time t.  
 
 
Figure 14: Simulation RMSD created and displayed using VMD47 
 
The Figure above shows a vast increase in the RMSD value at the start of the 
simulation.  As the simulation time increases, the angstrom change in the RMSD 
value becomes negligible.  This implies the system is properly equilibrated and 
production runs can be initiated.     
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Production runs were performed at both 300K and 400K under NPT 
conditions.  Isobaric-Isothermal Ensemble, or NPT, is characterized by a fixed 
number of atoms (N), pressure (P) and temperature (T). The structure below 
highlights the α-helices in red, the β-sheets in yellow loops in green and the pink area 
represent the putative temperature-sensing region.   
 
 Figure 15: C-terminal domain highlighting the secondary structure and temperature sensing region using 
VMD 47 
The overlay below highlights the last frame structure differences between the 
simulations performed at 300K and 400K, respectively.  In order to properly highlight 
the potential changes that occurred in the C-terminal domain at the different 
temperatures, the lipid membrane, water and ions were removed from the overlay.  In 
the Figure below, the final frame of the simulation at 300K is in green and at 400K is 
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highlighted in red.   In addition, the overlay in Figure 16 contains the starting and 
ending frames for the simulation at 400K.  The starting frame is highlighted in red and 
the ending frame is highlighted in pink.  
 
Figure 16:  Overlay of C-terminal domain at 300K(red) and 400K(green) visualized using VMD47 
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Figure 17:  Overlay of C-terminal domain 400K starting frame (red) and ending frame (pink) visualized 
using VMD47 
1.4.5! C-terminal domain Experiment Results 
As compared with the previous experimental results, the temperature-sensing 
region contains unstructured portions as well as β-turns.   A slight conformational 
change was observed between the 300K and 400K simulations specifically in the 
unstructured sections of the C-terminal domain.   A more extreme temperature 
increase may be required in order to observe a more dramatic conformational change.  
In addition, temperature alone may not cause a large conformational change in the 
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protein; the conformational change may be increased by the addition of a second 
channel activator such as PIP2.   
1.5!C-terminal Domain Experiments with PIP2  
1.5.1! PIP2 insertion with C-terminal domain and S6 helix  
PIP2 was inserted into the pdb file containing the CTD-S6 helix complex 
employing the combine.tcl script.  
 
Figure 18: C-terminal domain and S6 helix complex with the addition of 1 molecule of PIP2 visualized using 
VMD47 
One molecule was placed in an arbitrary position in the upper left hand corner of 
the PDB file, highlighted in Figure 18 above.   A docking study utilizing the program 
AutoDock78,79 was performed in order to determine the optimal location for PIP2 as 
well as provide insight on a PIP2 binding pocket.  
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1.5.2! AutoDock 
1.5.2.1!AutoDock Experiment Rationale and Methodology  
AutoDock78,79 is a suite of automated docking tools designed to determine the 
most thermodynamically stable binding location for ligands or small molecules 
binding to receptors.78,79  In this case PIP2 is the functional ligand and CTD-S6 
complex is the receptor.  In Figure 19 below, a simulated model containing 1 
molecule of PIP2 using AutoDock78,79 location and “best guess” location were 
performed at both 300K and 400K. 
1.5.2.2!  AutoDock Results 
 
!
 
  
Figure 19: AutoDock binding study results78,79 
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1.5.2.3!AutoDock Result Table  
        Table 2: AutoDock Result Table 
mode |   affinity | dist from best mode 
      | (kcal/mol) | rmsd l.b.| rmsd u.b. 
-----+------------+----------+---------- 
    1         -6.1       0.000      0.000 
       2         -6.1       2.639      7.693 
        3         -6.0       3.052      8.119 
        4         -5.9       2.182      6.601 
         5         -5.9       5.323     10.923 
                 6         -5.7       2.508      6.566 
                   7         -5.6       2.361      5.803 
                 8         -5.6       5.022     10.812 
                                      9         -5.6       4.972      9.237 
 
1.5.2.4!Autodock Discussion 
AutoDock binding study implies the highest probability of PIP2 binding occurs in 
the α-helix section of the C-terminal domain.   At physiological pH, PIP2 possesses a -
4 charge, therefore it was hypothesized that PIP2 would bind to a region of the C-
terminal domain that contained protonated, positively charged amino acids such as 
arginine, lysine and histidine. The theoretical binding section contains limited 
positively charged amino acids.  Therefore, the data suggests that the interaction 
between PIP2 and the CTD occurs not through a binding pocket but through 
electrostatic interactions.  
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1.6! Temperature and PIP2 Binding Experiments Utilizing      
the Complete Tetramer 
1.6.1! Introduction 
!
High-resolution structures of TRPV1 ion channel were determined using state-of-the-
art single particle cryo-electron microscopy (cryo-EM) technique, and distinct 
conformations were revealed upon activation of the channel.5,28 These structures 
provided detailed information on the arrangement of the transmembrane section, 
including the ion passage pore and the cytosolic N-terminal domain, including the 
ankyrin repeats.  However, not included in PDB 3J5P5 is about half of the cytosolic C-
terminal domain specifically residues 684-839.4,5 The inability to obtain more 
definitive structure information on the C-terminal domain implies that it is not only 
largely unstructured but that it also undergoes a significant conformation change upon 
channel activation.   In order to obtain pertinent channel activation information 
focusing on the C-terminal domain: four homology created C-terminal domains will 
be attached to the published transmembrane section of 3J5P.5   Specifically the most 
thermodynamically stable C-terminal domain will be attached to each transmembrane 
monomer.  Once combined, the C-terminal domain was inserted into a lipid bilayer, 
solvated and ionized.  Simulations were performed in the presence and absence of 
PIP2 at varying temperatures in order to determine if both temperature and the 
functional ligand are required for channel activation.   
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                Figure 20: Top View of the transmembrane domain of TRPV1 created in VMD47 
 
Figure 21: Side View of the transmembrane domain of TRPV1 created in VMD47 
1.6.2! Methodology and Experiments 
1.6.2.1!C-terminal Domain attachment to Transmembrane Domain 
 
In Figures 20 and 21 above each monomer is highlighted in a different color. 
The most thermodynamically stable C-terminal domain, as determined by Modeller46, 
was added to the distal end of each monomer.   Utilizing VMD47 and the combine.tcl 
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script that can be found in Section 1.4.3 performed the addition of the C-terminal 
domain to each transmembrane monomer.    
 
Figure 22: Representation of the most thermodynamically stable, newly created C-terminal domain 
visualized using VMD47 
 
The completed TRPV1 transmembrane section plus four C-terminal domains is 
illustrated below in Figure 23. The protein CHARMM53-55 topology file, 
top_all36_protein.inp, was chosen in order to create a viable TRPV1 transmembrane 
and C-terminal domain PSF structure file.53-55  
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Figure 23: The completed TRPV1 transmembrane section plus four CTD visualized using VMD47 
 
1.6.2.2! Lipid Membrane Generation 
Several lipid membrane structures were generated using the CHARMM-GUI50 
Internet graphical user interface.  The chosen generated lipid membrane created full 
and complete coverage of the transmembrane section of TRPV1.  The membrane was 
comprised of 400 POPC molecules, 300 POPE molecules, 150 POPS molecules and 
no PIP2 molecules.  The system was solvated and ionized to 0.15M NaCl.  Since the 
system was equilibrated by CHARMM-GUI50 it was confirmed that CHARMM51 had 
an inositol compatible topology and parameter file.  A PSF file was created using two  
CHARMM53-55 force fields top_all36_lipid.inp and toppar_all36_lipid_inositol.inp.  In 
order for toppar_all36_lipid_inositol.inp to be accurate for creating a PSF and 
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eventually running a simulation using the parameter section of the file, a few 
sections were updated. The CHARMM51 created inositol force field contains the name 
SAPI, stearoyl arachidonyl phosphatidylinositol-4,5-bisphosphate, rather than PIP2.  
In addition,  some of the atom types contained more than 4 characters, such as 
CC3161 and OC311.  This creates an issue when generating a PSF;  the charges are 
shifted to the right 1 or 2 spaces resulting in an incorrect final total charge.  All atoms 
types were altered to 4 or less characters for both the topology and parameter files.    
 
Figure 24: Original topology file for PIP2 51 
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Figure 25: Updated topology file for PIP2 51 
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Figure 26, highlights the PIP2 molecules in the PSF file using the VDW 
representation in VMD47.    Clearly illustrated in the lipid membrane below are all of 
the PIP2 molecules. 
 
Figure 26: Lipid Membrane created using CHARMM-GUI50 with PIP2 visualized using VMD47 
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1.6.2.3! Protein Insertion into Lipid Membrane 
 The completed transmembrane domain with four attached C-terminal domain 
was inserted into the lipid membrane containing 10 PIP2 molecules.  The combine.tcl 
script was utilized in order to combine the transmembrane domain and lipid 
membrane into one PDB file. The combine.tcl script contains lines to delete 
overlapping atoms this included one PIP2 molecule; a total of 9 PIP2 molecules are 
present in the final structure. The most important feature of the combined structure is 
the C-terminal domain are not in contact with the lipid membrane; this inhibits a 
potential atom velocity error from occurring during the simulation.  Once combined 
several CHARMM topology files were employed in order to create a corresponding 
PSF file: top_all36_carb.inp, top_all36_lipids.inp,  top_all36_carb.inp, and 
top_all36_lipid_inositol.inp.53-55   
 
                  Figure 27: Transmembrane section inserted into lipid membrane visualized using VMD47 
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1.6.2.4! Solvation and Ionization 
The combined structure was then solvated and ionized.  Figure 28, outlines the 
solvation parameters.  The solvation box size did not completely cover the lipid 
membrane; this ensures that the water molecules will not enter the adjoining cell.  
Final structure was ionized to a concentration of 0.15M NaCl.   The complete and 
final structure is illustrated in Figure 29.  In addition, Figure 30 displays the same 
structure with the removal of the water molecules.  Figure 31, highlights the top view; 
this view clearly displays the lipid molecules that were deleted due to protein 
insertion.  
 
Figure 28:  Solvation parameters obtained from VMD47 
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Figure 29: Snapshot of complete TRPV1 structure visualized using VMD.47  
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Figure 30: Snapshot of complete TRPV1 structure with water removed visualized using VMD.47  
 
 
Figure 31: Snapshot of complete TRPV1 structure with water removed top view visualized using 
VMD.47  
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The same structure was created without PIP2 as a control.   
 
Figure 32: VMD snapshot final control structure without PIP2 visualized using VMD.47 
  
               Figure 33: Snapshot of complete TPRV1 control structure with water removed visualized using VMD47 
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1.6.3! Simulation Results  
1.6.3.1!Control Results  
Simulations were performed on both the final control structure (containing no 
PIP2) and the final structure containing PIP2.   Simulations were minimized prior to 
production runs.  The control structure configuration file was generated at both 300K 
and 400K.  Each of the parameter files that directly correspond with the topology files 
utilized to generate the PSF files were inputted into the configuration file.  
Simulations were performed at NPT conditions and were performed using a time step 
of 1.0.  The rigid bonds were set to all and the steps per cycle were set at 10.  The 
minimization configuration file did not employ Periodic Boundary Conditions, PBC, 
but they were utilized for the production runs.  The box size for PBC was determined 
using VMD47:   
Table 3:  Box size for PBC 
cellBasisVector1 183.5 0 0 
cellBasisVector2 0 179.3 0 
cellBasisVector3 0 0 117.7 
cell origin 13.03 19.84 9.45 
  
The PME Grid Size for the control was set to 256 for the x, y, and z-axes.   
  Simulations of the control system were performed for 10ns at both 300K and 
400K.  Figure 34, contains an overlay of the final frame of each simulation performed 
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at 300K and 400K.   The final frame for simulation performed at 300K is in grey 
while the final frame for the 400K simulations is in blue.   
 
  Figure 34: Snapshot of overlay containing final frame of simulations performed at 300K and 400K visualized using 
VMD47 
There is a slight conformational change, particularly in the C-terminal domain 
regions, between the two structures.   Based on this and the experiments performed 
previously, it appears that an additional channel activator (or perhaps much higher 
temperature) is required in order to observe a significant conformational change.   
Upon further review of the experiments results, based on the RMSD values, the 400K 
simulations does not appear fully equilibrated.  The compilation of simulations 
performed at 300K shows an initial rapid increase in angstrom deviation followed by 
a flat, stable angstrom change; this implies that the system is properly equilibrated.    
On the contrary, the compilation of simulations performed at 400K never reaches a 
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flat, stable angstrom change; implying that even after 10ns of simulations the 
system is not properly equilibrated.  
 
Figure 35: RMSD of compilation of simulations performed at 300K and 400K created and visualized using 
VMD47 
1.6.3.2!Simulations of Complete Structure containing PIP2 
 Simulations were performed in the same manner consistent with the simulations 
performed in the control experiments.  Several simulations were initiated however an 
atoms moving too quickly error caused the simulations to terminate.  In order to 
alleviate the atom velocity errors several adjustments were made to the configuration 
file including: melting the lipid tails, temperature gradient, and fixed protein during 
minimization and relaxed atoms during production runs.   The only significant 
difference between the control experiments and the experiments performed in this 
section are the presence of 9 PIP2 molecules in the lipid membrane.  It is hypothesized 
400K 
300K 
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that the root cause of the simulation errors is based on the large negative charge of 
the PIP2 molecules.    
 Melting of lipid tails were accomplished by fixing all of the atoms except the lipid 
tails; including water, ions, protein and lipid head groups.  The beta column, located 
in the pdb file, values were adjusted from 0 to 1 in order to fix the atoms.  The PDB 
file was then updated to include .fix at the end of the file name in order to differentiate 
between the fixed atom version and the original file.   Additionally, temperature 
gradient was achieved by adding the following lines into the configuration file.    
  Table 4: Temperature gradient in Configuration File 
    reassignTemp        25 
reassignIncr           5 
reassignHold        300 
                reassignFreq        1000 
 
The successful equilibration simulation with all the atoms fixed, minus the lipid tails, 
and the temperature gradient provided a successful restart point.    In the next 
equilibration restart run, all of the lipid component were not fixed; followed by the 
relaxing the water and ions.  In the final simulations, the protein remained fixed.   
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Figure 36: Snapshot of TRPV1 and PIP2 in 10ns simulation visualized using VMD.47 
1.6.3.3!Results from PIP2 experiments 
 Successful completion MD simulations on complete TRPV1 structure in its 
membrane bound environment.  Simulations were performed in the presence of PIP2 
and without PIP2 as a control.    An observed conformation change occurred 300K and 
400K simulations particularly in the unstructured C-terminal domain.   Longer and 
additional experiments are needed in order assess how PIP2 affects the conformation 
of TRPV1. 
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1.7!  Additional and Future Experiments 
 In order to obtain additional and pertinent information pertaining to the 
conformational change that occurs in the C-terminal domain upon channel activation 
longer MD simulation needs to be performed on TRPV1 in order to ensure proper 
equilibration. In addition, an increase temperature to 500K and 600K to see if greater 
conformational change occurs in pore region with and without PIP2 present in the 
lipid membrane.  Lastly, using the information obtained in the temperature study of 
the control molecule, preform temperature studies on TRPV1 with PIP2 in the 
membrane.  
1.8! Concluding Remarks 
TRPV1, a non-selective ion channel protein, is an important drug target for 
novel analgesics, asthma and diabetes. Currently, there is a lack of structural 
information in regards to not only TRPV1 but other TRP channel proteins; the limited 
structural information greatly inhibits our ability to design novel medications for a 
variety of diseases.  Based on the MD simulations performed on the CTD the 
following conclusions were established: 
1.! Experimental results suggest that temperature and PIP2 are required for a 
conformational change to occur.    
2.! Additionally, the CTD experiments confirmed that CTD is largely 
unstructured and undergoes a significant potentially significant conformational 
change. Specifically, the temperature sensor (residues 727 -752) and the 
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regulatory PIP2-binding segment (residues 778 – 819,) are largely 
unstructured. 
3.! Additional CTD experiments showed as compared with previous data, the 
temperature-sensing region contains unstructured portions as well as β-turns.  
4.! Based on MD simulations, a slight conformational change observed between 
300K and 400K simulations.  
5.! CTD binding study experiments suggested PIP2 binds to alpha helix section of 
CTD; even though there is a limited presence of hydrophobic amino acids 
present in “binding pocket”.  Data therefore, suggests electrostatic interactions 
are responsible for PIP2 binding to TRPV1 CTD.  
6.! MD simulations were performed on the complete TRPV1 structure in its 
membrane bound environment.  Based on simulations, the CTD undergoes a 
conformational change between 300K and 400K.  
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CHAPTER II 
Structural Analysis of Proline Mimics using Computational 
Techniques 
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Abstract  
Proline is unlike any other natural amino acid; it is the only amino acid that 
contains a pyrrolidine ring structure and is a secondary amine.56 Pseudoproline was 
derived in order to address the solubility and aggregation difficulties that can arise 
when performing FMOC solid phase synthesis of peptides.60 The presence of 
pseudoproline in a peptide overcomes aggregation by disrupting helices and β-sheets; 
leading causes in peptide aggregation.60 Derived from serine, cysteine or threonine via 
cyclo-condensation reaction with aldehydes or ketones, pseudoproline is 
commercially available, however, it undergo peptide synthesis through SPPS.  A new 
proline mimic be utilized by SPPS; additionally, it is hypothesized to also decrease 
aggregation and increase solubility.   The proposed mechanism for the proline mimic 
increased stability is due to a hypothesized formation of stable β hairpin turn during 
peptide synthesis.  Density functional theory (DFT) calculations were performed in 
order to determine the equilibrium constant (K) and total energy of peptides 
containing proline, pseudoproline or the proline mimic. Molecular dynamic 
simulations were used in order to generate theoretical Ramachandran plots, which 
provided essential insight into the secondary structure of all three peptides.  
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2.1   Introduction 
Solid phase peptide synthesis, SPPS, was developed in order to efficiently add 
peptides to a growing polypeptide chain via a solid support.56   Solid phase peptide 
synthesis is accomplished by attaching the first amino acid to a solid polymer via a 
covalent bond, followed by subsequent addition of additional amino acids, ending 
with the removal of the peptide from the solid support.56  BOC and FMOC protecting 
groups were added to the procedure in order to increase purity; with SPPS purity 
decreased with the amount of coupling steps.  
Proline is a non-essential amino acid that contains a unique cyclic side chain 
that accounts for its conformational rigidity.59 The presence of the cyclic side chain 
creates a limited backbone dihedral angle range = -65° and because its bulky size 
inhibits α-helix formation in a polypeptide. One last consequence of proline’s bulky 
side chain is cannot act as a hydrogen bond donor; when bound as an amide in a 
polypeptide there is no available hydrogen available to engage in hydrogen bonding.  
Proline’s inherent rigidity breaks up both α-helices and β-sheets; both known causes 
of aggregation and low solubility in peptide synthesis.59  
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                           Figure 37: Proline Structure created and visualized in Avogadro.67 
2.1.1 Proline Conformations 
Amino acids form almost exclusively trans isomers in peptide bonds; the exception is 
proline, which can also exist in the cis form in polypeptides.58  In addition to forming 
cis and trans isomers, proline can also adapt an exo or endo ring pucker 
conformation.58,86   It is well documented and understood that isomer preference in 
peptide bonds for the trans isomer is due to steric hindrance.57 The Raines lab has put 
forth an additional theory; his team explains that steric hindrance is not the sole 
explanation for the trans conformation preference.57 Raines and his team state the n 
! π* interaction between the oxygen of the peptide bond and the adjacent carbonyl 
carbon in the polypeptide chain also plays a vital role in this preference.57 The trans 
conformation stability leads to an increased β- turn stability resulting in a 
hypothesized increase in total energy and overall peptide stability.  
 
Figure 38 below illustrates a proline structure that adapted a trans 
configuration.  
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  Figure 38: Proline amino acid in trans configuration created and visualized using Avogadro67 
2.1.2! Pseudoproline and β-Turns 
Pseudoproline, synthesized from serine, threonine or cysteine, is an amino acid 
derivative designed to enhance solubility and decrease aggregation during solid phase 
peptide synthesis (SPPS).60   The structure of pseudoproline differs from proline in the 
position 4; pseudoproline contains an oxygen while proline contains a carbon.  
Pseudoproline, like proline, has the ability to form a kink the peptide backbone.60 The 
formation of the kink is responsible for decreasing aggregation in peptide synthesis.60   
Pseudoproline is commercially available however it cannot be utilized on a solid 
support as in FMOC SPPS.   
 
 Figure 39: Pseudoproline trans isomer created and visualized in Avogadro67 
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Reverse turns are vaguely defined as a secondary structure motif that 
occurs when a polypeptide chain changes directions.61   β-Turns, also known as β-
hairpin turns, are reverse turns in which a hydrogen bond occurs between the i and i + 
3 residues therefore at least four residues need to be present for a β-turn to be 
present.61 A β-hairpin occurs when a β-turn lies between two β-strands.61   Figure 40, 
shows an example of both a β-turn highlighted by arrows and an N-terminal β-hairpin 
highlighted in red.  The formation of a β-turn is hypothesized to stabilize the 
synthesized peptide.  
 
 
 
 
 
Figure 40: An illustration of an anti-parallel β-turn highlighted by arrows and a hairpin turn highlighted in red. 
Hydrogen bonding is represented by the dotted lines.  
2.1.3! Proline Mimic 
Dr. Raj’s team synthesized a new proline mimic; hypothesized to decrease 
aggregation, increase solubility and can be used in FMOC SPPS.    The team’s 
rationale was stabilization provided by the trans isomer of the proline mimic would 
result in large total energy and ultimately lead to the formation of stable β-hairpin turn 
in a peptide.   The structure is similar to proline in that it contains nitrogen in the 
cyclic ring structure but it also contains an oxygen in carbon 4 position, as is found in 
pseudoproline.  The newly synthesized proline mimic also contains a carbonyl group 
         β-strand 
         β-strand 
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adjacent to the oxygen located in the cyclic ring; which can adopt either cis or 
trans conformation to the carbonyl group adjacent to the α-amino group.  
 
 Figure 41A: Proline Mimic cis isomer created in Avogadro.67 
 
Figure 41B: Proline Mimics trans isomer created in Avogadro.67 
2.2! Rationale for Studying Peptides  
The use of peptide synthesis, particularly FMOC SPPS, gained traction due to an 
increase in synthetic peptides role in drug development and delivery. Currently, 
therapeutic peptides are currently studied in order to investigate potential treatments 
for cancer, diabetes, obesity, allergies, and cardiovascular disease.63  Addition of 
proline, pseudoproline, or the newly synthesized proline mimic likely increases 
solubility and decreases aggregation.  The potential stabilization of the trans 
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configuration of the proline mimics structure, leading to the stable secondary β-
hairpin, and therefore a stable peptide is the rational for studying these peptides.   
2.3! Methodology  
2.3.1 Amino Acid, Peptide Generation and GAMESS Analysis  
Proline, pseudoproline and proline mimic were models were created.  In the 
Figures below, the different potential conformations are highlighted with a dotted line.   
For simplicity reasons, a methyl group was added to the C and N terminus of each 
structure.  
 
Figure 42: Structure of proline highlighting potential conformations 
 
                            Figure 43: Structure of pseudoproline 
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                                            Figure 44: Structure of proline mimic 
  
General Atomic and Molecular Electronic Structure System, GAMESS, was 
utilized to perform density functional theory, DFT, calculations on six peptides 
focusing on proline, pseudoproline, and proline mimic molecules.  Molecules were 
analyzed using restricted open-shell Hartee-Fock (ROHF) theory.  The B3LYP 
functional was utilized for all the molecules with the 6-N311++ G(2d, p) basis set.  
The complete GAMESS input is in Table 5.   
Table 5: GAMESS Input 
BASIS GBASIS=311 NGAUSS=6 NDFUNC=1 NPFUNC=
1 
CONTROL SCFTYP=ROHF RUNTYP=OPTIMIZE DFTTYP=B3LYP MAXIT=1
50 
SYSTEM MWORDS=3 
STATPT OPTTOL=0.0001 NSTEP=150 
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GAMESS results can be seen in Tables 6-8.  Columns 1 and 2 outline which ring 
(endo or exo) and which conformation (cis or trans) was analyzed. GAMESS provides 
an energy output in Ha; energy can be converted from Ha to eV; 1 Ha = 27.2116 eV.   
GAMESS output in Ha is in column 3 and the conversion to eV’s is in Column 4.  
The change in energy between ring and conformation is Column 5.  Equilibration 
constant K was calculated:  K=e-ΔE/kT.  
Table 6: GAMESS Result Table Proline 
 
  Table 7: GAMESS Result Table Pseudoproline 
 
 
 
 
Ring Chain Etot (ha) Etot (eV) Δ Etot 
K(trans/ci
s) 
K(endo
/exo) 
Δ Etot 
(kcal/mol) 
Δ E(en-
ex) 
Δ 
E(trans-
cis) 
endo cis -628.8533179 -17112.1049 0.0025 0.9068 3.8019 -394614.4139 -0.3182 0.0583 
endo trans -628.853225 -17112.1024 
  
1.7054 -394614.3556 
  
    exo cis -628.8520491 -17112.0704 -0.0182 2.0217 
 
-394613.6177 -0.7962 -0.4197 
 exo trans -628.8527179 -17112.0886 
   
-394614.0373 
  
Ring Chain Etot (ha) Etot (eV) ΔEtot 
K(trans/
cis) 
K(endo
/exo) Etot (kcal/mol) ΔE(en-ex) 
ΔE(trans
-cis) 
endo cis -592.9541 -16135.229 
-
0.03356 3.6629 2.4333 -372087.1328 -0.2430 -0.7739 
endo trans -592.9553 -16135.263 
  
1.5033 -372087.9067 
  
exo cis -592.9532 -16135.206 
-
0.04601 5.9288 
 
-372086.6026 -0.5301 -1.0611 
exo trans -592.9549 -16135.252 
   
-372087.6637 
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Table 8: GAMESS Result Table Proline Mimic 
 
 
In order to complete MD simulations, several peptides were created each containing 
either proline, pseudoproline or proline mimic residue.  Each peptide was created 
using Avogadro.67  For simplicity purposes, glycine (GLY) was chosen to be added to 
each side of either proline, pseudoproline or proline mimic.  Six peptides in total were 
created: GPG, GpseudprolineG, GprolinemimicG, GGPGG, GGSGG, GGMimicGG.  
In the case of GGSGG, serine was chosen because pseudoproline is derived from 
serine and there are established CHARMM parameter and topology files for serine.   
Figures 45-50 below highlight the structures created in Avogadro that will be used in 
the simulations. 67 
 
Chain Etot (Ha) Etot (eV) ΔEtot K(trans/cis) 
Etot 
(kcal/mol) ΔE(trans-cis) 
cis -702.892 -19126.8076 -0.381 2528315.293 -441074.548 -8.78924 
trans -702.906 -19127.1887 
  
-441083.337 
 
77  
   
Figure 45: Avogadro created peptide, GPG. 67 
 
Figure 46: Avogadro created peptide, GPseudoprolineG67 
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Figure 47: Avogadro created peptide, GProlineMimicG67 
 
 
 
Figure 48: Avogadro created peptide, GGPGG67 
 
 
 
Figure 49: Avogadro created peptide, GGSGG67 
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Figure 50: Avogadro created peptide, GGProlinMimicGG67 
2.3.2 Structure Analysis 
MD simulations were performed in order to assess secondary structure motifs; 
specifically in Avogadro generated peptides GGPGG, GGSGG and GGMimicGG.  
Each peptide was solvated and ionized using 0.15M NaCl and simulated under NPT 
conditions for at least 10ns.  In order to perform MD simulation on the proline mimic 
structure, transferability was used in order to create a new topology and corresponding 
parameter file.  Upon simulation completion a Ramachandran plot was generated in 
order to determine which secondary structure motifs where present in each peptide; 
specifically interested in an α-helix, β-turn or β-sheets are present in each molecule.   
2.3.2.1 Ramachandran Plot 
Protein secondary structure can be predicted based on backbone torsion angles 
ϕ, angle around the α-carbon, and ψ, angle around the N-α-carbon.  Figure 51 below 
illustrates angles ϕ and ψ present in a peptide backbone.  
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  Figure 51: Angles ϕ and ψ present in a peptide backbone created and visualized in Avogadro67  
 
Ramachandran plot66 is a scatter plot of the bond angles between each pair of 
residues. An example Ramachandran plot is shown in Figure 52.   
Φ 
Ψ 
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Figure 52: Ramachandran Plot Example for Alanine 85 
 
As illustrated in the Ramachandran plot above, residues containing a left handed α-
helix rotated around Ψ=+60°, Φ=+45° while a right-handed α-helix rotate around Ψ=-
45°, Φ=+45 
Once the simulations were completed, VMD was utilized in order to visualize the 
theoretical Ramachandran plots.47  Each plot is focused around proline, pseudoproline 
or proline mimic.  The plots can be seen Figures 53-55.  In addition, a contour plot 
was created in order to highlight the densely populated area of the proline mimic 
Ramachandran plot.  
 
Right-handed α-helix 
Left-handed α-helix 
Β-sheet 
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2.3.2.2 Peptide Ramachandran Plots 
 
 
  -180                    -90                               0                          90                      180 
    Φ 
Figure 53:  Ramachandran plot focused on Proline in GGPGG peptide   
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  -180           -90                    0                    90                 180 
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Figure 54:  Ramachandran plot focused on Proline in GGSGG peptide   
 
 
180 
90 
Ψ              0 
  
  
     -90 
 
 
 
   -180 
 
  
 
84  
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Figure 55:  Ramachandran plot focused on Proline in GGMimicGG peptide   
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                                 Figure 56: Contour plot based on proline mimic Ramachandran Plot 
 
2.3.2.3 Results Ramachandran Plot 
The Ramachandran plots created for both proline and serine, are consistent with 
expected and previously reported results.  At first glance, the GGMimicGG secondary 
structure motif appeared to be an α-helix however upon further review it appeared to 
be a β-hairpin turn.  Figure 57, highlights the β-hairpin turn motif in a Ramachandran 
plot.  
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Figure 57: Ramachandran plot focusing on β-hairpin turn85 
 
MD simulations resulted in the proline mimic containing peptide contains ϕ and Ψ 
angles are -79.22 and -2.02 respectively.   Values that are consistent with expected ϕ 
and Ψ angles for a peptide containing a β-turn. 
 
Figure 58: Figure illustrating ϕ and Ψ angles of proline mimic structure 
β-turn 
region 
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Structural analysis performed via classical MD simulations provided pivotal 
insight into the secondary structure of the newly created proline mimic residue present 
in a peptide.  The theoretical Ramachandran plots confirm the hypothesis that the 
newly synthesized proline mimic structure in a peptide forms a stabilizing β-hairpin 
turn.  
2.4  Concluding Remarks 
Proline mimic structure was synthesized in order to decrease aggregation, increase 
solubility and increase peptide synthesis efficiency.   Energy calculations performed 
by GAMESS9,10 provided a total energy and dissociation constant (K) 10 fold higher 
than proline or pseudoproline; data that eludes to the increased stability of the proline 
mimic structure.  Completed classical MD simulations provided valuable insight into 
the secondary structure of a peptide containing proline mimic and its vast stability 
improvement as compared with proline or pseudoproline.  MD simulations resulted in 
the proline mimic containing peptide contains ϕ and Ψ angles are -79.22 and -2.02 
respectively; consistent with the theoretical values of approximately -90 and 0, 
respectively. Peptide synthesis that includes the proline mimic structure should 
dramatically increase efficiency and peptide stabilization.  
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